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(57) Abstract: Reagents for the measurement of per- 
oxynitrites, which contain compounds represented by 
the general formula (!) (e.g., 2-[6-(4* -hydroxy )phe- 
noxy-3H-xanthen-3-on-9-yl]benzoic acid and 
2-[6-(4' -amino )phenoxy-3H-xanthen-3-on-9-ylJben- 
zoic acid) or salts thereof: (I) [wherein R l is amino 
or hydroxy 1; R 2 is 2-carboxyphenyl; and X 1 and 
X 2 are each independently hydrogen or halogeno). 
The compounds and the salts react specifically with 
peroxynitrites without reacting with precursors of 
peroxynitrites, i.e., superoxides or nitrogen monoxide. 
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( 5£ * , R 1 tt 7 m X it t K n * ^ L ; R 2 fi 2 - J} )Vi?,**y7 =.;^ &jjk 
(Mz-tt 2-[6-(4'-tKn^^)7^y^ri/-3H-^^^x>'-3-^>'-9-r/P] 
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mm ftftt>tix\,^t<Dm&h£<. no tfwzteK rns s 

^-^^-l'h^-l'h(ONOO-)}t RNS^R*6*J#^-Cfc|5, NO ir 

9, NADPH **i/?-l£tj:¥{z£V±j&~tZ>x--s<-lr*c-V-4b*}: NO -a-^^^ 
(NOS){Cj;i9^^-t-5 NO ONOO"^^^-f § o ONOO- 

>&-h*fc£tl&Zb\ZL£r), MAPK, PI3K/Akt 

£*L3refc§l»£jh,fc ONOO-c^Mffi^^(t, (l)^ni/^i5=hn{b$*lT4 
J*t-«=hB^n^^-t-5©i:frSrffiV^-CJft!fe-t-5^«fe, (2)ONOO"# H 2 0 2 
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nz> 0 (i)(D^mttwmmifiM<ffiM^tix^ti s fcft&&*ftotzib±'fflm 

±E2&^p^ x (3)/i^y^£m^{fc#3&3feSs x (4)2',7'-^ctD^tKo7 

DCFH tfS NO S^-^-^^K<ttS^L-C^^C)ii^:^ISSiJ$tl-5fc», 
ONOO-£&ttiLTV^<Dd\ NO Xtt^-^-^^KSr^mLTV>5(?5^E 

ffl-?*)Swt^P,tlXV^5^(B^^§B WO 01/64664 ^^-yyuyh), 
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Xh6 a #38W#S>ra\ ±32©ilH&fcfci-^<ffi£^&£fxofc*t*. TIE 
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titbff , 2-[6-(4'-tKndr^)7^y^rv/-3H-^1^y7 i ^-3-^V-9-^/V]^m 

(A)± IB - JH! 5£ (I)-e* $ ftSfc « X hy-T h t %K 

^$«X@, 2fctf(B)±fBIg(A)^±J*LfcJtt:7a:=/Mb£*i (±iE-$:£ 

± IE O /< - v^-Yhy h © SI £ JB W ^ <D$SJ it © fc * O _k 12 - jR 5£ (I) 
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mm., T^ym&te¥*%w<Dmfe%&mti,xm^z>z.ktfx%z> 0 m*#*p 

M.bLXl-t, MZ-tt. -tYVV^m.. #y*A&, ^^v^Ai&ft^ 

tei£<D^mTvs&*m-f 5r^5-ci, gfcttJni&ib-m. flu*.**, m^m, a 

vx^tEi-6m^h^K7k^mxitmmm^o^mm(Dm^mnmtLx 

mm<DmmKm^xim^tcii2m^±(D^^^m^ir^^^^^ yt¥ 
(DW\fe%nMt^x%^xt>£\,\ ^fc, -f&mDx&ztizik&mnfr^ft 
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WO 01/64664 #/^7V2/b(c|B4fe$^^r^{cj;!9^^{j:A¥Tt5, 
#fc#*UMb£-*5i:LT\ ±IB-^S;(l)Jc*3V^T R 1 tfSg&t-S^^gris 
p-fcKc*i/73i=/vS"efeS'ft:^*(2-[6-(4'-hydroxy)phenoxy-3H-xantheii- 
3-on-9-yl]benzoic acid: &T* HPF £Pf £»£#fc3)Xfi p-7 

5:/7ai=/l'^'C 5 fc§'fb-^tl(2-[6-(4 , -amino)phenoxy-3H-xanthen-3-on- 
9-yl]benzoic acid: E*T* #BJ,*ffl*"C APF kW&M&tfh&Z^lfZZ.ktfX 

cixfefcovvctt, ^tv^ft ss-lF ss-3F atlfr^^^^S^s 
± IE f!l ff ft © MM m m * 

ftJXtt-tWjfiSrfflV^itmiO^SIW^^T-C NO Xtt^-^-^f-^K 
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XtJt(B)±gIg(A)T?4j«Lfc|B7x=M^ft (±IB-jK5«;(i)jj:*5 

j% ^ / h b $ n fc ^ ^ « x it % <d m. <d m % <d m s r± m % <d * m x n 5 r t 
««itt, mfaftm®, mum. mmttzm&vm 

APF fi, Ztl^ftmm&ffl WO 01/64664 ^^>7^yH: ss-lF RXfi ss-3F 
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&$fc!E^<£>;fr&(Pryor, W. A., et al, Free Rad. Biol. Med. 18, 75-83, 
l995)^^X^-^r^>^hV^h^m^Ltc 0 Titfc-fhVVJ* 138 mg (2.06 
mmol)&~S=Vl^yA*l, 7K 10 mL MlT^U 2 N NaOH*J§ 

m*m<!>&toz-X P H £ 12 KlilgLfco -g=/i^y£7k?£fe:oij"C, ^->^^ 

%&mznwL,w&yv<D- : &timtfiiiLtc®mm 500 ^ fc^^y^? 

^^--Yh^h^^O^^li £ 302=1670 (M-WOi^^LfCo 
(B)HPF St/ APF i^-^^-f -Yh^hir^SJS 
^—tti/l-JhvJhiDXhyffeffi.*: 0.01N NaOH 7k^l&-e#-^1-;5 ~ <bK: 

5oo^m (D^-ttis+jby^hmmzmmLtzo ^c.ifciij^fc*^',?'- 

^DO^tKn7/^L^ir^>'(DCFH)^2\7 , -^^nn^tKn7/V^ix^>i;7' 
■irx-KDCFH-DA)^ 0.01N NaOH fcmWt'PxMytLX 30 #^^^-<- 
->H^5i£tC<£l9PS£L;fc(Hempel, S.L., et al., Free Rad. Biol. Med., 27, 

He-isg, i999) 0 &®mk&®mm*mmi-z>m mmm&& o.iwt%Ki& 

<Dj&ffii&fe-&(M:&-]fe&=lOiiM;Q.l M sodium phosphate buffer (pH 7.4)) £ 
A*i/C^ft3£g2rSiJ£L?c 0 500 n M ^-^Wm' ^•7>rM«£^i^i§• 
?&£# 3/xM iC^Si^M^, «t<?l-^T^^Wt/^C7fe^^SrJl!l^b, 

^T37t-e : frofCc 
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NOC13 (l-hydroxy-2-oxo-3-(3-aminopropyl)-3-methyl-l-triazole & NO 
-B^iLT/B WHrabie, J.A., et al., J. Org. Chem., 58, 1472-1476, 1993), 

ioo^m <o noci3 ^mmt^^KDmmmmm (mmmm=io nu-,0.1 m 

sodium phosphate buffer (pH 7.4)) \Z.Mx.X WX 30 ^^^tWLX^tft^^ 
rpx NO **3a**»J£byt. KO 2 (100 ju M)&#&ifc{t-£- 

(S*l*£ = 10jiM;0.'l M sodium phosphate buffer (pH 7.4)) 
\cMx.X 37°CX 30 &m&WVX$k%*;\'*Xx~-;*-**y->(nOi)Z%± 
£iir, *3tl&£«rill £Ut. ©jg&S/mfti&Sii HPF APF tcWLTJi 
490 nm/515 nm, DCFH fcHLTH: 500 nm/520 nm tLtc 0 

j£tf-f , IIKW^*3fe©liJnW:»«>fe*lJfc*»ofc 0 DCFH 
NO ©P?#t(OKJSfc < J;oT'b*3fe©iiiD«r4-*.fco 
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